Synchronized L4 worms were divided into well-fed and 6 hr fasted samples using the fasting assay protocol described above. RNA was extracted by freeze-thaw method using TRIzol reagent (Invitrogen) and purified using RNeasy mini kit (QIAGEN). A C. elegans Agilent chip was used for all microarray experiments. The microarray data were deposited in NCBI GEO (accession No GSE15656). To confirm microarray data, we conducted quantitative real-time PCR experiments.
all microarray experiments. The microarray data were deposited in NCBI GEO (accession No GSE15656) . To confirm microarray data, we conducted quantitative real-time PCR experiments.
Total RNA was isolated with TRIzol reagent (Invitrogen) according to the manufacturer's protocol.
cDNA was synthesized with RevertAid M-MuLV reverse transcriptase (Fermentas; Canada) using random hexamers and subjected to PCR amplification using gene-specific primers and SYBR Green I (BioWhittaker Molecular Applications) by a MyIQ real-time PCR detection system (Bio-Rad).
Relative mRNA abundance was calculated after normalizing to C. elegans act-1/3 mRNA. Primer sequences used in this study are available on request.
FIL-1 Lipase Activity Assay
The method used was based on that described by Furukawa et al. (Furukawa et al., 1982) . Reactions were followed by the user manual. Reactions were performed at 37°C following the addition of various quantities of E. coli recombinant protein. After 20 min incubation, the reaction was stopped by the addition of 2 ml of acetone, and the absorbance was then measured at 412 nm using a Tecan spectrophotometer. Variations in the reaction volume were taken into consideration to calculate the lipolytic activity. Lipolytic activities are expressed in units; 1 unit represents 1 mmol of substrate hydrolysed per min under the experimental conditions.
Measurement of Spliced Form of the C. elegans xbp-1 Transcript
Relative mRNA abundance was calculated after normalizing to C. elegans act-1/3 mRNA. The primers for xbp-1 splicing are the F primer GCCTTTGAATCAGCAGTGGGAACAG and the R primer TTCACGCGTTTCTGAAGATG.
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Furukawa, I., Kurooka, S., Arisue, K., Kohda, K., and Hayashi, C. (1982) . Assays of serum lipase by the "BALB-DTNB method" mechanized for use with discrete and continuous-flow analyzers. Clin Chem 28, 110-113. Figure S1 . Relative levels of mRNAs after RNAi of ire-1, xbp-1, atf-6, and pek-1, respectively. The asterisks represent statistical significance (p < 0.05). Figure S2 . Nile red staining of ire-1 (v33) mutants before and after 8 hr of starvation. Although ire-1 (v33) mutant animals exhibited Nile red staining in the lumen of the intestine before fasting for unknown reasons, the fat granules inside the intestine remained virtually unchanged after fasting.
The scale bar represents 50 μm. Figure S3 . Real-time PCR analysis of genes involved in fat biosynthesis. While the expression level of most genes was not significantly affected by fasting, that of fat-7 was repressed by fasting. However, because fat-7 is redundant with fat-5 and fat-6, this repression is unlikely to affect the overall lipid contents. Figure S4 . Real-time PCR analysis of genes involved in lipid metabolism that show at least a two-fold upregulation during starvation in microarray experiments. The results of fil-1 and fil-2 are in the main figure. acs-2, cpt-3, and gei-7 were induced by fasting, but their induction was independent of ire-1. N.S. means statistically not significant. While the WT animals are "clear" due to the exhaustion of fat granules upon fasting, ire-1 and hsp-4 mutant remained "dark" due to the lack of lipid droplet hydrolysis. Figure S10 . Quantification of the recovery of bending rates by 5 mM glucose, 5 mM deoxy-glucose, and 5 mM sorbitol in ire-1 and hsp-4 mutant animals. WT animals were used as negative controls. Asterisks represent statistical significance (p < 0.05).
